Material and Reagents
ATP ([γ-
32 P]-6,000 Ci/mmol 10 mCi/ml Lead, 250 µCi) (PerkinElmer, catalog number:
NEG002Z250UC)
13. Micro Bio-Spin P-30 Gel Columns Tris Buffer (Bio-Rad Laboratories, catalog number:
732-6250)
14. dNTPs mixture for primer extension (2.5 mM each) (Takara Bio Company, catalog number: 4030) 15. ddNTPs (set 5 mM) (GE Healthcare, catalog number: 27-2045-01) 16 . dNTPs (set 100 mM diluted to 10 mM for ladder) ( 
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Copyright © 2015 The Authors; exclusive licensee Bio-protocol LLC.
2. After transcription, purification was made by phenol: chloroform extraction and alcohol precipitation as described in protocol. Alcohol precipitation was carried out overnight at -20 °C with 3 M sodium acetate (pH 5.2) instead ammonium acetate. 12. Wash using 1ml of 70% ethanol and centrifuge 14,000 rpm, 4 °C, 10 min. Software will generate normalized bands intensities values (reactivity data).
32. Use reactivity data from SAFA and classify it in "High, medium and low reactivity" according with normalized band intensity value from each nucleotide. Use "x" or "X" to Copyright © 2015 The Authors; exclusive licensee Bio-protocol LLC.
